The crystals were subjected to 1H NMR studies. Forty mg of crystals were dissolved in one ml H_0, heated and allowed to cool to room temperature to initiate large crystal formation. The solution was then put in the refrigerator for 72 hours.
The large crystals formed were evaluated by X-ray crystallography.
Compound II -FR-900148
The isolation was monitored by both B. subtilis and M. luteus agar diffusion assays as above.
Fermentation broth was centrifuged. The clear liquid (900 ml; 19.8 g solids) was adjusted to pH 9.0 and passed through a 175-m1 Dowex 1-X2 (Cl-) resin column followed by 400 nil H;O. The adsorbed antibiotic was eluted with 800 ml of 3 % NaCl, taking 200-ml fractions. The active fractions were combined, adjusted to pH 7.0 and evaporated to 45 ml. The concentrate was treated with an equal volume of methanol to precipitate salt and the clear liquid was evaporated to 30 ml. These peaks are consistent to those reported for FR-900148.
Discussion
The discovery of 4-amino-3-chloro-2-pentenedioic acid was fortuitous in that only the Micrococcus luteus organism out of fifty Gram-positive and Gram-negative organisms tested revealed its antibiotic activity.
Its presence in the fermentation possibly acts as a precursor for the formation of FR-900148, the valine dipeptide of the above compound, which has wide-spectrum and cell wall antibiotic activity.
